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Hepatitis C virus (HCV) causes the most prevalent viral infection worldwide. 
Upon infection, the HCV genome is detected by the RIG-I-MAVS signalling 
pathway leading to the production of direct antiviral effectors. NS3/4A protease 
is the main inhibitor of innate immunity against HCV and it was found to inhibit 
the mitochondrial signalling protein (MAVS).  
MAVS was recently found to localize at peroxisomes coordinating with 
mitochondria the activation of effective antiviral response. Peroxisomal MAVS is 
responsible for inducing a rapid but short termed antiviral response that is IFN-
independent, contrary to mitochondrial MAVS which is associated with the 
activation of an IFN-dependent antiviral response with delayed kinetics.  
With this work we aimed at evaluating the effect of NS3/4A over the peroxisomal–
MAVS pathway. Our results showed that the MAVS localizing exclusively at 
peroxisomes is targeted by the HCV NS3/4A protease. We also show that the 
MAVS cleavage by NS3/4A impaired the antiviral response mediated by 
peroxisomal-MAVS.  
These results reaffirm the importance of peroxisomes for viral-host interaction 
and in antiviral defences. Further studies are proposed in order to better 
understand the role of this organelle in innate immunity. These may lead to the 





























































O vírus da hepatite C (VHC) provoca a infeção viral mais prevalente em todo o 
mundo. Após infeção, o genoma do VHC é detetado pela via de sinalização RIG-
I-MAVS levando à produção de efetores diretos da resposta antiviral. A protease 
NS3/4A é o principal inibidor da resposta imune produzido pelo VHC e foi 
descrito como inibidor da proteína MAVS.  
A proteína MAVS foi recentemente localizada nos peroxissomas que, 
juntamente com a mitocôndria, coordenam a resposta antiviral. A MAVS 
peroxisomal é responsável pela indução de uma resposta antiviral rápida mas 
de curta duração que é independente de interferões, mas pelo contrário, a MAVS 
mitocondrial está associada a uma ativação da resposta antiviral que é 
dependente de interferões mas que se caracteriza por uma cinética retardada.  
O nosso objetivo com este trabalho consistiu em avaliar o efeito da NS3/4A na 
via de sinalização coordenada pelos peroxissomas. Os nossos resultados 
mostram que a MAVS localizada nos peroxissomas é alvo da protease NS3/4A 
do VHC. Também mostramos que a clivagem da proteína MAVS pela NS3/4A 
inibe a resposta antiviral mediada pela MAVS peroxissomal.      
Estes resultados reafirmam a importância dos peroxissomas na interação vírus-
hospedeiro e na defesa antiviral. Futuros estudos são aconselhados para que 
se compreenda a função dos peroxissomas na imunidade inata. Estes podem 




Hepatitis C virus and Peroxisomes: evasion from the cellular antiviral response 
1 
 
List of abbreviations 
aa amino acids 
acetyl-CoA acetyl coenzyme A 
AP-1 activator protein 1 
ATP adenosine-5’-triphosphate 
CARD caspase activation and recruitment domain 
CARDIF card adaptor inducing IFN-β 
CLDN1 claudin-1 
Cys Cysteine 
DAAs directing acting antiviral agents 
DC-SIGN dendritic cell-specific intercellular adhesion molecule-3-grabbing non-integrin 
DLP1 dynamin-like protein 1 
DNA deoxyribonucleic acid 
ds double-stranded 
ER endoplasmic reticulum 
ESCRTs endosomal sorting complex required for transport 
Fis1 mitochondrial fission 1 protein 
GAGs glycosaminoglycans 
H2O2 hydrogen peroxide 
HCV Hepatitis C virus 
IFNs Interferons 
IKK inhibitor of κB kinase 
IPS-1 IFN-β promoter stimulator 1 
IRES internal ribosomal entry site 
IRF interferon regulator factor 
ISGs interferon-stimulated gene 
KO knock-out 
LD lipid droplet 
LDLR low-density lipoprotein receptor 
LGP2 laboratory of genetics and physiology 2 
L-SIGN liver/lymph node-specific intercellular adhesion molecule-3-grabbing integrin 
LVPs lipoviral-particles 
Ana Rita Filgueiras Ferreira 
2 
 
MAM mitochondria-associated membranes 
MAVS mitochondrial antiviral signalling 
MDA5 melanoma differentiation-associated gene-5 
MEF mouse embryonic fibroblast 
Mff mitochondrial-anchored protein ligase 
MTP microsomal transfer protein 
NF-κB nuclear factor kappa-light-chain-enhancer of activated B cell 
nt nucleotides 
PAMP pathogen-associated molecular pattern 
peg-IFN-α pegylated interferon α 
Pex Peroxin 
PMP peroxisomal membrane protein 
PPREs peroxisome proliferator response elements 
PRR pattern recognition receptor 
PPR peroxisome proliferator activated receptor  
PTS C-terminal peroxisomal targeting signal 
RdRp RNA-dependent RNA polymerase 
RIG-I retinoic acid-inducible gene I 
RLR RIG-I like receptors 
RNA ribonucleic acid 
RNS reactive nitrogen species 
ROS reactive oxygen species 
RXRs retinoid X receptors 
SR-BI scavenger receptor class B type I 
ss single-stranded 
SVR sustained virological response 
TBK1 TANK-binding kinase 1 
TRAF tumor necrosis factor (TNF) receptor-associated factor 
UTR’s untranslated regions 
VISA virus-induced signalling adaptor 
VLCFAs very long chain fatty acids 
VLDL very-low-density-lipoproteins 
 




I. Introduction ............................................................................................................................... 7 
1.1 Hepatitis C Virus ................................................................................................................. 9 
1.1.1 Epidemiology and Classification ........................................................................................ 9 
1.1.2. Genome .......................................................................................................................... 10 
1.1.3. Structure and life cycle ................................................................................................... 10 
1.1.5. HCV NS3/4A protease .................................................................................................... 16 
1.2. Innate Immune Response ..................................................................................................... 16 
1.2.1. Cellular Antiviral Defence ............................................................................................... 17 
1.2.2. HCV evasion to cellular antiviral response ..................................................................... 21 
1.3. Peroxisomes .......................................................................................................................... 22 
1.3.1. Structure ......................................................................................................................... 23 
1.3.2. Functions ........................................................................................................................ 25 
1.3.3. Peroxisomes in health and disease ................................................................................ 28 
II. Objectives ................................................................................................................................. 29 
III. Material and Methods.......................................................................................................... 33 
3.1. Material ............................................................................................................................ 35 
3.1.1. Bacterial Strains .............................................................................................................. 35 
3.1.2. Vectors ........................................................................................................................... 35 
3.1.3. Plasmids .......................................................................................................................... 35 
3.1.4. Chemicals and reagents ................................................................................................. 35 
3.1.5. Solutions and buffers ..................................................................................................... 36 
3.1.6. Kits .................................................................................................................................. 37 
3.1.7. Enzymes and Markers .................................................................................................... 37 
3.1.8. Membranes .................................................................................................................... 37 
3.1.9. Equipment ...................................................................................................................... 37 
3.1.10. Databases and Software............................................................................................... 38 
3.1.11. Cells strain .................................................................................................................... 38 
3.1.12. Culture cell solutions and plates .................................................................................. 38 
3.1.13. Transfection Reagents .................................................................................................. 39 
3.1.14. Primers ......................................................................................................................... 39 
3.1.15. Antibodies .................................................................................................................... 39 
3.2.  Methods .......................................................................................................................... 40 
Ana Rita Filgueiras Ferreira 
4 
 
3.2.1. Cloning ............................................................................................................................ 40 
3.2.2. Cell culture ..................................................................................................................... 44 
3.2.3. Transfection methods .................................................................................................... 44 
3.2.4. Immunofluorescence ..................................................................................................... 45 
3.2.5. Immunoblotting ............................................................................................................. 45 
3.2.6. Reverse transcriptase - quantitative Polymerase Chain Reaction ................................. 47 
3.2.7. Statistics ......................................................................................................................... 48 
IV. Results .................................................................................................................................. 49 
4.1. Myc-MAVS511Pex and GFP-NS3/4A plasmids contruction .................................................. 51 
4.2. Peroxisomal MAVS is cleaved by HCV NS3/4A ...................................................................... 54 
4.2. Peroxisomal MAVS cleavage by HCV NS3/4A impairs cellular antiviral response ................ 56 
V.     Discussion ............................................................................................................................. 59 
VI. Final Remarks ....................................................................................................................... 63 
6.1. Conclusions ........................................................................................................................... 65 
6.2. Publications resulting from this work ................................................................................... 67 
VII. References ............................................................................................................................ 69 
 
List of tables 
Table 1 | Function of Hepatitis C Virus (HCV) proteins and virus cycle significance (27,28) ........... 12 
Table 2 | Detailed information about enzymes. .............................................................................. 37 
Table 3 | List of primers used........................................................................................................... 39 
Table 4 | Information of primary and secondary antibodies. .......................................................... 39 
Table 5 | PCR conditions of MAVS-511-Pex insert cloning .............................................................. 41 
Table 6 | PCR conditions of NS3/4A cloning. ................................................................................... 41 
 
List of figures 
Figure 1 | Hepatitis C virus (HCV) genome organization and polyprotein processing (20). ............ 12 
Figure 2 | Hepatitis C virus life Cycle (20). ....................................................................................... 15 
Figure 3 | Viruses recognized by RIG-I and MDA5 and evasion to RLR recognition (Adapted from 
Schlee M. 2013)   .............................................................................................................................. 19 
Figure 4 | Schematic representation of MAVS pathway  (67,72,73).   ............................................ 20 
Figure 5 | Schematic view of peroxisomes structure and functions (85). ......... Error! Bookmark not 
defined. 
Figure 6 | Potential pathways to peroxisomal biogenesis (81). ...................................................... 24 
Figure 7 | Peroxisomal fatty acid β-oxidation pathways (Adapted from Camões el al. 2014) (98). 27 
Figure 8 | Formula used to calculate insert quantity for ligation protocol ..................................... 42 
Hepatitis C virus and Peroxisomes: evasion from the cellular antiviral response 
5 
 
Figure 9 | Schematic representation of MAVS511Pex construction. .............................................. 52 
Figure 10 | MAVS511Pex.. ............................................................................................................... 52 
Figure 11 | MAVS511Pex co-localizes with peroxisomes.. .............................................................. 53 
Figure 12  | GFP-NS3/4A. ................................................................................................................. 54 
Figure 13 | Peroxisomal MAVS redistributes to cytosol after cleavage by HCV NS3/4A. ................ 55 
Figure 14 | Peroxisomal MAVS is cleaved by NS3/4A. ..................................................................... 56 
Figure 15 | Peroxisomal MAVS cleavage by NS3/4A impairs IRF1 and viperin expression. ............ 57 
Figure 16 | Schematic representation of MAVS signalling pathway and interaction of HCV NS3/4A 























1.1 Hepatitis C Virus 
1.1.1 Epidemiology and Classification 
Hepatitis C virus (HCV) was discovered in 1989 as a cause of non-A and non-B post-transfection 
hepatitis (1). Nowadays it is one of the most prevalent infections worldwide and, according to the 
World Health Organization, 130 to 170 million people are currently chronically infected and 3 to 4 
million people are newly infected each year (2). The acute infection is normally asymptomatic and 
85% develop chronic infection. Chronic infection induces chronic hepatitis, liver fibrosis and 
cirrhosis which may evolve later to hepatocellular carcinoma (3).  
HCV has been classified as part of the Hepacivirus genus from the Flaviviridae family. HCV is 
subdivided in 6 genotypes that differ according to geographic distribution, specific symptoms and 
treatment response. Each genotype can be further divided in subtypes (e.g. 1a, 1b, 2a) (4). The 
current treatment is based on a combined therapy of pegylated interferon α (Peg-IFN-α) and 
ribarin. Peg-IFN-α induces a cellular antiviral state while ribarin acts in a synergistically manner 
throw different mechanisms (e.g. modulation of interferon-stimulated gene (ISGs) expression or 
error catastrophe induction by mutagen incorporation) (5). For unknown reasons this therapy is 
less effective in infections caused by genotype 1 (sustained virological response1 less than 42%-
52%) compared with genotype 4, 5 or 6 (SVR 65%-85%) and genotype 2 or 3 (SVR 76%-80%) (6). 
Recently, direct acting antiviral agents (DAAs), such as NS3 protease and RNA polymerase 
inhibitors, were developed and when one of these is combined with the standard therapy, the 
SVR increases to 70% (7). This triple combination is only allowed in genotype 1 infected patients 
(8). However, patients can develop resistance due to numerous variants (quasi-species) that are 
produced during HCV replication because of the high replication rate and low fidelity of HCV RNA-
dependent RNA polymerase (6). Until now no vaccine is available due to the high genetic 
variability of this virus (9).  
                                                          
1 Sustained Virological Response (SVR) corresponds to an undetectable viral load six months after 
termination of treatment. 




HCV is characterized as a hepatotropic enveloped positive single-stranded RNA virus. It has a 9.6 
kb genome composed by an open reading frame, that encodes a polyprotein of 3000 amino acids 
(aa), flanked by 5’ and 3’ untranslated regions (UTR’s) at both ends that are highly structured 
structures essential for replication and translation. The 5’ UTR with 341 nucleotides (nt) allows 
the cap-independent translation of viral RNA since it contains an internal ribosomal entry site 
(IRES) that is capable of binding to the 40S ribosomal subunit leading to the formation of a stable 
pre-initiation complex (10). The 3’ UTR length can vary between 200-235 nt and its function is 
crucial for RNA replication (11). 
1.1.3. Structure and life cycle 
HCV studies are difficult to perform due to its viral low titters and poor stability (12). Nonetheless, 
in the last few years several techniques have emerged which allow the study of HCV infectivity. 
The first studies about HCV were possible due the development of functional cDNA clones that 
allowed the first molecular characterization (13). Meanwhile, HCV replication systems that used 
drug-selectable ‘subgenomic replicons’ were established and permitted study of the intracellular 
steps of HCV replication without producing infectious particles (14,15). Recently, reverse-genetics 
cell culture systems for HCV have been developed which allow the production of infectious virions 
in cell culture (designated HCVcc particles) (14). Through the association of these techniques with 
electron microscopy studies, advances in morphological studies of HCV particles were possible.  
HCV particles are different from other members of the Flaviviridae (16). HCV presents a highly 
heterogeneous structure with a proximal size ranging between 40 to 100 nm in diameter (≈50 nm 
in other members), a spherical morphology that differs from the Flaviviridae icosahedrical 
symmetry (12,17) as well as a low density oscillating between 1.06 g/mL to 1.25 g/mL (18). 
However, these characteristics are also variable between virus particles generated in cell culture 
or isolated from infected patients (19).   
HCV primarily infects hepatocytes cells of humans and chimpanzees having, however, the capacity 
to  spread through B cells, dendritic cells and other cells already reported (20). For entry, several 
potential host proteins were already proposed including the receptors human tetraspanin CD81, 
scavenger receptor class B type I (SR-BI), claudin-1 (CLDN1), mannose binding lectins DC-SIGN 
(dendritic cell-specific intercellular adhesion molecule-3-grabbing non-integrin) and L-SIGN 
(liver/lymph node-specific intercellular adhesion molecule-3-grabbing integrin), and the binding 
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factors glycosaminoglycans (GAGS) and low-density lipoprotein receptor (LDLR) (21). Despite all 
the molecules described above being important and necessary for HCV entry, none of them alone 
is sufficient (22).  
The more recent model of HCV entry into hepatocytes explains that HCV particles bind to GAGs 
and LDLR until the SRB1 recognizes the HCV E2 proteins and the virion-associated lipoproteins. 
The recognition exposes CD81 binding sites to HCV E2 inducing the formation of a CD81-CLDN1 
complex that has the capacity to activate the clathrin-mediated endocytosis. However, the 
mechanism of endocytosis induction has to be further investigated (23). 
Following internalization, HCV induces a low pH environment inside the endosome which triggers 
the fusion process through the rearrangement of HCV glycoproteins. The mechanisms behind the 
HCV low pH –induced fusion still have to be elucidated, although it is believed that it is associated 
to the endosome lipid composition (20,23). Consequently, these processes lead to viral RNA 
release to the cytosol where it will be translated and replicated.   
HCV translation initiates after the release of genomic RNA into the cell cytoplasm where viral 
positive-strand HCV RNA will serve as template for HCV polyprotein synthesis in the rough ER 
(Figure 2). IRES, present in the 5’ UTR, is the key in this process inducing the formation of a stable 
pre-initiation complex by binding to the 40S ribosomal subunit. Subsequent recruitment of the 
eukaryotic initiation factor (eIF) 3 and the ternary complex eIF2-GTP-Met-tRNAi results in the 
formation of the 48S like complex. After hydrolysis and release of eIF2-GDP and eIF3, 60S 
ribosomal subunit binds to form the 80S complex (24,25). This complex has the capacity to 
continue with elongation and termination leading to viral protein translation. Translation seems 
to be influenced by viral proteins such as core protein, NS4A and NS5B (10,20) as well as by the 3’-
UTR and cellular factors (24). 
HCV RNA translation leads to the production of a large polyprotein precursor, which is processed 
co- and post-translationally into 10 viral proteins (Figure 1). The polyprotein can be separated in 
two regions the N-terminal that encodes the virion structural proteins, the highly basic core (C) 
protein and envelop glycoproteins E1 and E2, which are followed by the small integral membrane 
protein p7 that is not a component of virion structure (detailed functions on Table 1). The C-
terminal encodes the non-structural (NS) proteins NS2, NS3, NS4A NS4B, NS5A and the NS5B, 
each are responsible for the intracellular processes of the virus life cycle (detailed functions on 
Table 1). The maturation of the structural proteins is possible through host signal peptidases 
cleavage but within the NS region the cleavage is processed by two viral enzymes, the NS2 
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autoprotease and the NS3/4A serine protease (26). HCV translation also produces another protein 
by ribosomal frame shift within the core gene, named F (frame shift) or ARFP (alternative reading 
frame protein) (26). 
Table 1 | Function of Hepatitis C Virus (HCV) proteins and virus cycle significance (27,28) 












Assembly of the viral 
nucleocapsid 
p7 Calcium ion Channel (viroporin) Viral assembly 
Release 
NS2 NS2/3 autoprotease Viral assembly 







NS4A NS3/4A proteinase cofactor NS3 targeting to the ER 
membrane 
NS4B Remodeling od host-cell membranes Membranous web induction 
NS5A RNA replication by complexes formation    
NS5B RNA-dependent RNA polymerase Replicase complex 
 
Figure 1 | Hepatitis C virus (HCV) genome organization and polyprotein processing (20). HCV RNA genome is 
represented at the top. Genome translation into a polyprotein precursor is mediated by the internal ribosome entry site 
(IRES).HCV polyprotein contains all the non-structural and structural proteins of HCV that has to be cleaved to release 
mature proteins. The diamonds indicate the cleavage sites for host signal peptidases. Arrows indicate cleavage sites for 
NS2 and NS3/4A proteases. Dots indicate glycosylation of envelope proteins.  




NS4B expression induces alterations in cell membranes leading to the formation of ‘sponge-like 
inclusions’ closely associated to rER and designated as membranous web (Figure 2) (29,30). These 
type of structures are induced by all positive-strand RNA viruses, including HCV, and they are 
composed by structural and non-structural proteins, replicating RNA, and altered host-cell 
membranes (30). This strategy seems to offer several advantages to viruses (30,31) such as (i) 
compartmentalization and concentration of viral products in one place, (ii) replication complex 
organization as well as physical support, (iii) tethering of viral RNA during unwinding, (iv) supply of 
lipid constituents important for replication, and (v) protection of viral RNA from host defences. 
During HCV replication, NS5B is the main character being the RNA-dependent RNA polymerase 
(RdRp) necessary for the synthesis of a complementary negative-strand RNA intermediate, that 
will serve as a template to  create several copies of the genomic positive-strand RNA. For acting as 
RdRp, NS5B is dependent of its transmembranar domain (32).  It was found that the NS3 protein 
may also be important for RNA replication by complementing the action of NS4B in inducing the 
membranous web, as well as through binding to RNA. NS3/4A has a DExH/D-box helicase domain 
that allows the binding to nucleic acids after ATP hydrolysis. This function could be important for 
separation or unwinding of local RNA or dislocation of RNA-binding proteins (8). It seems that 
NS5A phosphorylated state can regulate the RNA replication directly or indirectly through the 
binding to host proteins that are implicated in replication (33). Several host factors have been 
proposed as regulators of HCV RNA replication, including the availability of fatty acids (25,26,34). 
Regarding to NS5B’s activity as RdRp, it is important to refer that viral RNA RdRp do not have 
proofreading activity leading to a high frequency of nucleotide substitutions during replications 
(32). This means a high error or mutation rate and the consequence is the rapid generation of 
viral variants. Thus, infected individuals present heterogeneous viral microvariants of a 
predominant master sequence, referred as quasispecies (32,35). The existence of such a 
heterogeneous variants or quasispecies is associated with different biological properties and 
phenotype in the host, such as carcinogenicity or tissue tropism. Additionally, it seems to be 
correlated with resistance to IFN therapy whereas some quasispecies are more resistant to 
therapy than others (35).   
Replication and translation relationship 
HCV positive-strand RNA virus possesses the regulator elements for both replication and 
translation. Both 5’ and 3’ UTR elements induce and regulate replication and translation processes 
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in the same RNA molecule. For replication, the positive-strand RNA has to be converted in a 
complementary negative-strand RNA and this processes goes from 3’ to 5’. However, translation 
occurs in the same genome positive strand RNA in the opposite direction, from 5’ to 3’ (25). Thus, 
HCV replication and translation have to be closely regulated. 
In other positive-strand RNA viruses it was found that one of the processes was preferred 
comparing with the other. In the case of poliovirus, it has been reported that transcription was 
dependent on the translation activity whereas the translation of Sindbis virus or vesicular 
stomatitis virus has been reported to be transcriptionally dependent (25).  In HCV, it was found 
that RNA translation was dependent on active RNA synthesis. In one study, the inhibition of RNA 
synthesis decreased the HCV viral protein synthesis before a significant decrease in the amount of 
RNA had occur (36). Several proteins have been identified as possible regulators of the balance of 
these two processes, such as viral and host proteins (e.g. core protein or PKR, respectably) (25).  
Assembly and release 
Several theories about HCV assembly exist but all of them stress the interplay between the 
assembly process and the lipid metabolism (19). After post-translation modifications, the core 
protein is transported to LDs and induce its relocation in cells, changing its general distribution in 
the cytosol to a close nuclear subcellular location. Like this, LDs become closer to ER and to an  
ER-like membranous web where replication occurs (37). Although it is unknown how the 
interaction occurs, it is recognized that NS5A associated to RNA becomes close enough to allow 
the oligomerization between core protein and HCV genome (38). This interaction allows 
nucleocapsid formation (39).  
Nucleocapsids have to be encapsulated and acquire viral glycoproteins at the surface to become 
infectious viral particles. The mechanism through which it occurs is not yet established. The 
current models for envelopment suggest that nucleocapsids are incorporated in ER lumen where 
they obtain their lipid envelope by incorporation into the very-low-density-lipoproteins (VLDL) 
pathway (19). VLDL, as well LDL (low-density lipoproteins), are the major transporters and are 
produced and released by hepatocytes into the blood. Their architecture is similar to LDs: they are 
composed by a core full of triglycerides and cholesterol esters which is surrounded by a layer of 
apolipoproteins and phospholipids (40). During circulation in the blood stream they are converted 
into LDL due to exchange of lipids with tissues (41). In hepatocytes, they form in the ER lumen 
through a multistep process. Initially, apoB suffers lipidification during its transport by microsomal 
transfer protein (MTP) inside the ER lumen, forming the VLDL precursor (pre-VLDL). Further 
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lipidification of the pre-VLDL occurs within the secretory pathway forming VLDL particles, 
although the mechanisms behind it are yet to be clarified. It was hence proposed that HCV 
nucleocapsids somehow interact with VLDL incorporating the same proteins, apoB, apoE and 
MTP. This is corroborated with the findings that circulating HCV virions are associated with apoB 
and apoE and others constituents of VLDLs, this particles are termed LVPs (lipoviral-particles) (42).  
Glycoproteins E1 and E2, after translation form a non-covalent heterodimer which are retained in 
the ER lumen until HCV assembly (41). Hence, some models suggest that they are incorporated 
while the nucleocapsid envelopment occurs inside ER lumen. Some studies showed that their 
incorporation may be apoB- and apoE- dependent (19,41,43). Throughout the secretory pathway 
they suffer maturation and form large covalent complexes in the HCV virions surface, essential for 
HCV entry (39).  
 
Figure 2 | Hepatitis C virus life Cycle (20). After HCV entry into the cell (a) and uncoating (b), the HCV genome is release 
into the cytoplasm. Translation is mediated by IRES (c) and polyprotein processing as well as RNA replication occurs (d). 
Packing and assembly (e) is followed by virion maturation and release (f). It is important to refer that translation, 
replication and membranous web formations are represented as separated steps only for simplicity. These are tightly 
correlated processes that may occur in parallel.   
HCV virion budding occurs through the endosome secretory pathway that is regulated by ESCRTs 
(endosomal sorting complex required for transport) (41,43). The ESCRT pathway is responsible for 
the budding and fission of membranous compartments that curve away from the cytosol by 
incorporating target proteins into a multivesicular body for degradation. It is used by many 
enveloped viruses to bud into extracellular compartments. Through this pathway HCV release 
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does not require cell lysis and takes advantage of host cell excretory pathway to get out of the 
cell. 
1.1.5. HCV NS3/4A protease 
NS3/4A protein is a non-covalent heterodimer complex formed by two HCV proteins, NS3 serine 
protease and NS4A cofactor (44). In the N-terminal NS3 contains a serine protease and a 
NTPase/RNA helicase in the C-terminal (45). For NS3 activation and optimal function, NS4A 
protein binding is essential as it alters NS3 conformation stabilizing the catalytic centre. Several 
studies demonstrated that any substitutions in NS4A sequence lead to a decrease in NS3 activity 
(44). NS4A also has the function of tethering the holoenzyme complex to intercellular membranes 
(46). Hence, NS3 protein confers the catalytic function and NS4A consists in the activation subunit 
of this complex.  
NS3/4A is essential for HCV life cycle not only in HCV replication but also for its persistence and 
pathogenesis. During HCV polyprotein processing, this complex is responsible for the proteolytic 
cleavage of four junctions of HCV polyprotein precursor leading to the maturation HCV non-
structural proteins (NS3-4A self-cleavage, NS4A-NS4B, NS4B-NS5A, NS5A-NS5B) (Figure 1) (47).  As 
indicated in the previous sections, NS3/4A also intervene in HCV genome replication as well as in 
viral assembly processes.  
NS3/4A complex is also essential for HCV evasion to host cellular defences (44). Several studies 
have shown that NS3/4A blocked TLR3 and RIG-I pathways impairing the induction of IFN-antiviral 
response at the cellular level (for further details read the next section) (46,48).  Moreover it was 
found that NS3/4A also inhibits the systemic innate immunity through the cleavage of the 
complement system component 4, mainly produced by hepatocytes (49,50).  
1.2. Innate Immune Response 
The innate immune system expresses different pattern recognition receptors (PRRs) that 
recognize essential compounds of the pathogen’s structure, named pathogen-associated 
molecular patterns (PAMPs) (51). PRRs can be associated to cell membranes (membrane-bond 
PRR), intracellular compartments (cytosolic PRR), secreted into the blood stream or into tissue 
fluids (secreted PRR and phagocytic PRR) (50,52). These receptors have as main functions the 
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opsonisation of pathogens, activation of complement and coagulation cascades, phagocytosis, 
activation of proinflammatory signalling pathways and induction of apoptosis (52).  
1.2.1. Cellular Antiviral Defence 
Viruses are highly infectious microorganisms completely dependent on the host cell machinery. 
Viruses exploit and reprogram the host metabolism to replicate, which can lead to the host’s 
death. However, throughout evolution, viruses and host co-existence always has been dependent 
of each other’s survival, resulting in a gain of strategies to antagonize each other and promote 
their own survival (53).  
Viral infection induces a set of intracellular responses that results in the production of antiviral 
molecules that compose the first line of immune defence. The host response to infection aims to 
abort viral replication and inhibit virions production, constricting infection to other cells (52). 
Intracellular PRRs recognize viral PAMPs that mainly consist of viral nucleic acids, such as 5’ 
triphosphate terminal RNA and the presence of DNA in cytoplasm, with specific signatures, 
allowing the differentiation between non-self and host nucleic acids (52,54). This recognition is 
possible due to a variety of receptors, such as the endosomal Toll-like receptors (55,56), cytosolic 
DNA sensors and the cytosolic RIG-I-like family (RLRs) (57). 
Toll-like receptors were first discovered in drosophila embryos and their important role in 
immune defence against bacterial and fungal infections was establish in adult fly’s (58). 
Mammalian homologs were identified later, existing 10 TLRs in humans and 13 TLRs in mice. 
These TLRs differ in ligand specificity, expression pattern and target genes – TLR1, TLR2, TLR4, 
TLR5, and TLR6 are present in plasma membrane and the TLR3, TLR7, TLR8, TLR9 are present at 
endosomal membrane. In viral infection, additionally to viral nucleic acids recognition by 
endosomal TLR - TLR3 recognize dsRNA, TLR7 and TLR 8 ssRNA and TLR9 recognizes CpG DNA - the 
TLR2 and TLR4 present at the plasma membrane can also recognize viral proteins from the viral 
external structure (54,58). TLR activation by PAMPs culminates in the activation of transcription 
factors through the activation of a variety of adaptor molecules, which differ according to the 
specific TLR that induces the cascade. These transcription factors regulate the expression of 
interferon, cytokines and chemokines and also seem to influence cellular maturation and survival 
(54). 
In eukaryotic cells, DNA is confined within the nucleus and mitochondria, thus the presence of 
DNA in cytoplasm is an aberrant situation. There is a variety of cytosolic DNA sensors that 
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recognize non-self B-form dsDNA that is common to viruses, bacteria and apoptotic cells. This 
recognition induces a robust immune response, including inflammasome activation and type-I IFN 
expression (59). Some of these receptors were identified: DAI and STING, that stimulate the TBK1-
IRF3 axis after recognition of dsDNA; RNA polymerase III (Pol III), which uses AT-rich and 
herpesvirus dsDNA as a template for 5’ triphosphate RNAs production; PYHIN family, a group of 
proteins that possess a domain capable of DNA binding and a domain that allows protein-protein 
interactions, including AIM2 and IFI16 proteins. Concerning viral recognition by cytosolic DNA 
sensors, the specific sensor that mediates recognition is dependent of the expression pattern of 
these in each cell type (60).  
RIG-I-like family 
RIG-I-like receptors (RLR) family consists in three molecules termed retinoic acid-inducible gene 
(RIG-I), melanoma differentiation-associated gene-5 (MDA5) and laboratory of genetics and 
physiology 2 (LGP2) (57). They are characterized by a DExD/H-box helicase domain. RIG-I and 
MDA5 also contain an N-terminal tandem caspase activation and recruitment domain (CARD). 
RIG-I, MDA5 and LGP2 have a C-terminal domain (CTD, known also as RD=repressor domain).  
During viral infection, RIG-I and MDA5 can recognize viral RNA released into the cytosol. This 
recognition is mediated by the DExD/H-helicase box domain and triggers the production of type-I 
IFN (61). The RD of RIG-I inhibits the activation of the downstream signalling being necessary the 
activating ligand in order to induce a conformational alteration to expose the RIG-I CARD domains 
(54,62). Opposing to RIG-I, MDA5 does not undergo a conformational alteration, being the CARD 
domains permanently exposed. LGP2 function in immune response is not well understood. The 
lack of CARDs and the presence of helicase and CTD suggests a possible regulatory function. Some 
studies indicate that LGP2 can either enhance or inhibit the function of RIG-I and MDA5 (8).  
RIG-I and MDA5 have specific ligands that allow specific viral recognition (Figure 3).  RIG-I 
recognizes viral genome that contains 5’-triphosphate ssRNA, base pairing at the 5’-end due to 
secondary dsRNA structures or short RNA sequences while MDA5 recognizes long or with high 
molecular weight dsRNA sequences. 




Figure 3 | Viruses recognized by RIG-I and MDA5 and evasion to RLR recognition (Adapted from Schlee M. 2013)  (8). 
ss: single stranded, ds: souble stranded, (+): positive strand genome, (−): negative strand genome 
MAVS Signalling 
Mitochondrial antiviral signalling (MAVS (63), also known as card adaptor inducing IFN-β=CARDIF 
(64), IFN-β promoter stimulator 1=IPS-1 (65) or virus-induced signalling adaptor=VISA (66)) was 
described as an adaptor protein with 540 aa in the RLR antiviral pathway. MAVS N-terminal 
contains a CARD-like domain and a proline-rich region, whereas the C-terminal consists in a 
hydrophobic transmembrane domain that targets the protein to the respective intracellular 
membranes (mitochondria (63), peroxisomes (67), and mitochondria-associated membranes 
(MAM) (68)).  Deletion studies revealed that both N-terminal CARD domain and C-terminal are 
essential for MAVS function (63). Upon RIG-I activation by viral RNA recognition, MAVS is 
activated by receiving the RIG-I stimulus through the CARD domain. MAVS activation induces the 
formation of a detergent-resistant oligomers that may involve the CARD domains of several MAVS 
(63,69,70).  
 




Figure 4 | Schematic representation of MAVS pathway  (67,71,72).  RIG-I and/or MDA5 recognize viral RNA which 
leads to MAVS activation through CARD domains interaction. Mitochondrial-MAVS pathway triggers the expression of 
type I IFNs through the formation of an enhanceosome composed by the transcription factors AP-1, IRF3, IRF7 and NF-
κB. These transcription factors are activated by the kinases TBK1 and IKK. Peroxisomal-MAVS pathway induces the 
dimerization of IRF3 with IRF1 that are essential for direct and IFN-independent ISGs expression. Peroxisomal MAVS 
may have a role in type III IFN expression. 
MAVS is present in the outer membrane of mitochondria (63), peroxisomes (67), and 
mitochondria-associated membranes (MAMs), which interconnects mitochondria and 
peroxisomes (68). The signalling pathway downstream of MAVS remains to be fully understood, 
being the mitochondrial-MAVS pathways better described. However, it has already been 
identified that both peroxisomal and mitochondrial MAVS have specific signalling pathways which 
result in a different but complementary response (67). Peroxisomal MAVS is associated to a rapid 
but short-termed induction of interferon stimulated genes (ISGs) that it is IFN-independent while 
mitochondrial MAVS is responsible for the production of ISGs in a IFN-dependent manner with 
delayed kinetics (67).  In the mitochondrial MAVS pathway some downstream molecules were 
already identified (Figure 4). MAVS oligomerization induces via TRAF6 and/or TRAF3, the 
activation of TBK1 and IKK kinases. These kinases are responsible for regulating the transcription 
factors that form the enhanceosome (NF-κB, interferon regulatory factor (IRF) 3 and 7, and AP-1) 
? 
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that activates type I IFNs expression (73). Regarding the peroxisomal MAVS a lot is still to be 
investigated but a new study shed some light over the downstream effectors of peroxisomal-
MAVS pathway (Figure 4) (71). When MAVS was discovered at peroxisomes it was also revealed 
that IRF1 may take a role in the direct and IFN-independent induction of ISGs, through 
dimerization with IRF3 (67). Later it was also demonstrated that RLR could drive type III IFN 
expression through peroxisomal-MAVS pathway and IRF1 could be the regulator of this response 
(71). It was accepted that peroxisomal MAVS could drive the activation of NF-κB and IRF3 that in 
coordination with other pathways can promote the formation of the enhanceosome and prelude 
in type I IFNs expression. However, is still unknown how these different responses are 
coordinated and how they induce different cellular responses in the fight against viruses (71). 
1.2.2. Cellular antiviral response to HCV and viral evasion 
HCV infection is mainly sensed by RLR family and TLR3.These PRRs sense dsRNA that accumulates 
in cytoplasm during infection or that is present inside the endosome by uptake of dying cells. This 
recognition activates specific signalling cascades that culminate with IFN-β and proinflamatory 
cytokine production through the induction of antiviral and immunomodulatory genes. Type III 
interferons are also activated, however the activation mechanism is not well understood. It was 
already described that this immune response to HCV infection is set rapidly, even before 
extensive viral synthesis (74). IFNs production induces the production of ISGs and several of these 
were already associated to the suppression of HCV replication. This suppression is possible due to 
the action of multiple ISGs that target different steps of HCV life cycle (e.g. IRF1 acts in HCV 
translation and RNA replication but viperin only acts against RNA replication) (75).   
During acute HCV infection and in cases of high initial viremia, HCV can be cleared spontaneously, 
suggesting that a rapid response of PRRs and innate immune induction can control acute HCV 
infection. However, 80% of HCV infected patients do not effectively control the virus and develop 
chronic infection (76). This evolution is associated with the evolutionary adaptation of HCV which 
developed innate immune evasion mechanisms. HCV NS3/4A protease, as already described 
(section 1.1.5), efficiently cleaves two important antiviral signalling molecules after HCV PAMPs 
recognition by host PRRs: MAVS protein of RLR pathway and TRIF, a TLR adaptor protein (77). This 
complex disables two important antiviral signalling pathways, inhibiting IFNs production. HCV also 
targets PKR, another PRR that is also activated during infection. PKR acts by suppressing host-
mRNA translation and consequently viral translation is also impaired. However, HCV regulation of 
PKR activity is complex and it has to be further investigated (76). 
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Nevertheless, the innate immune system is capable of reacting to infection leading to the 
production of hundreds of type I and/or type III induced ISGs. This response controls the infection 
to some extent but it is not sufficient to eliminate HCV. Additionally, patients with high levels of 
ISGs do not respond to treatments with the common antivirals (78).   
1.3. Peroxisomes  
Peroxisomes are highly dynamic, multifunctional and ubiquitous organelles present in eukaryotic 
cells and play diverse metabolic roles depending on the cells type. Independent of the cell origin, 
all peroxisomes share the two main biochemical functions: hydrogen peroxide (H2O2) metabolism 
and fatty acid oxidation (79). Peroxisomes interact functionally and morphologically with other 
organelles such as ER, mitochondria and lipid droplets (80).  
 
Figure 5 | Schematic view of peroxisomes structure and functions (81).  
Peroxisomes’ shape and size vary greatly in different tissues, ranging from a spherical to rod-like 
form and from 0.1 to 0.5 μm in diameter, but they can also appear as elongated tubular 
organelles (up to 5 μm) (81). Their structure consists in a single lipid membrane that surrounds a 
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granular matrix, devoid of DNA or protein synthesis machinery (Figure 5). Peroxisomes proteins 
are encoded by nuclear genes and synthesized in cell cytoplasm by polyribosomes (79).  
Since their discovery in the 1965 a lot was learned about peroxisomes and it is now known that 
they are essential for human health and development (82). A group of inherited peroxisomal 
disorders in humans was discover and they are characterized by severe metabolic dysfunctions 
and neurological and developmental defects (83–85).  
1.3.1. Structure  
Biogenesis 
Peroxisomes can arise from de novo formation or by growth and division from pre-existing 
organelles (Figure 6) (83).  
The de novo formation of peroxisomes from ER was found after the reintroduction of deficient 
genes (encoding the membrane biogenesis/import factors Pex19, Pex3 or Pex16) in mutant cells 
lacking peroxisomes or in yeast mutants lacking peroxisomes due to a defect in 
segregation/inheritance (86). It was also reported that artificial targeting of Pex3 to mitochondria 
also induced the de novo synthesis of peroxisomes from mitochondria membrane, suggesting that 
natural or artificial targeting of Pex3 to any endomembrane may initiate peroxisome biosynthesis 
(87).   
In mammalian cells, as well as in plants and fungi cells, peroxisomes normally multiply from 
growth and division where a sequence of morphological alterations occur, including elongation, 
membrane constriction and final fission (88). Peroxisome membrane elongation requires Pex11, a 
peroxisomal membrane protein (PMP). The following final fission process depends on the 
dynamin-related-protein GTPase DLP/DRP1 and its membrane adaptors Fis1 and MFF in 
mammals. This machinery is shared with mitochondria, a common feature in mammals, fungi and 
plants (88).  
Both peroxisomal formation processes, either from ER or by growth and division, follow the same 
maturation process in order to convert peroxisomes in a mature and metabolic active organelle. 
The maturation process is achieved through the selective and stepwise import of certain PMPs, 
membrane lipids and matrix proteins (89). 




Figure 6 | Potential pathways to peroxisomal biogenesis (81). (A) Peroxisomes are generated autonomously through 
division of pre-existing organelles (top) or through a de novo process involving budding from the ER followed by import 
of matrix proteins (bottom). (B) Peroxisomal membrane protein import. PMPs are imported post-translationally to the 
peroxisomal membrane. Pex19 is a soluble chaperone that binds to PMPs and transports them to the peroxisomal 
membrane, where it docks with a complex containing Pex16 and Pex3. Following insertion of the PMP, PEx19 is recycled 
back to the cytosol. 
Synthesis of peroxisomal matrix proteins occur on free ribosomes in the cytosol being then post-
translationally imported into the organelle. Proteins that present one of two peroxisomal 
targeting signals (PTS1 and PTS2) are recognized by soluble receptors (Pex5 and Pex7, 
respectively), that transport them to docking sites present at the peroxisomal membrane. After 
recognition, the receptor-cargo complex is translocated into the luminal side of peroxisomes, 
cargo is released and receptors are shuttle back to the cytosol. The importer mechanism for PMPs 
requires a different and less characterized protein machinery that involves the cytosolic 
receptor/chaperone Pex19 (Figure 6). The complex formed by Pex19-PMP interacts with Pex3 and 
Pex16 which mediate insertion into the peroxisome membrane (88,90).  
Modulation of peroxisome number and morphology 
Peroxisomes react to physiological changes in their cellular environment, such as starvation, 
infection and cell death, adapting their abundance, morphology, distribution and enzyme content 
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accordingly. Peroxisomes proliferation is associated to an increased synthesis of peroxisomal 
enzymes. Moreover their proliferation is associated to a first elongation and posterior division. 
These responses of peroxisomes to alterations in their environment were verified in situations 
where hypolipidemic drugs or fatty acids were added as well as in cold or environmental 
pollutants exposition (91). It seems that, in mammalian cells, these compounds mimic the natural 
ligands (e.g. fatty acids, hypolipidemic fibrates) of the nuclear transcription factor peroxisome 
proliferator activated receptor (PPAR)-α. PPRs form heterodimers with retinoid X receptors (RXRs) 
and induce the transcription of peroxisomal genes involved in β-oxidation and proliferation by 
binding to specific DNA-sequences known as peroxisome proliferator response elements (PPRs)  
Autophagy 
When the requirement for peroxisomal proliferation disappears the excess of peroxisomes is 
removed by autophagy. Autophagy is a process regulated by ATG genes that induces 
sequestration and degradation of cell organelles, and other components, within lysosomes or 
vacuoles. There is two mechanisms for autophagy: macroautophagy and microautophagy. 
Macroautophagy consists in sequestering cell components within autophagosomes which then 
fuse with lysosomes/vacuoles, whereas in microautophagy cell components are engulfed by a 
lysosome/vacuole forming microautophagyc bodies (91,92).  
1.3.2. Functions 
Peroxisomes were identified by Christian De Duve in 1965 after isolating the organelle from rat 
liver and observing the co-localization between several H2O2-producing oxidases, as well as 
catalase, H2O2-degrading enzyme, with the organelle matrix (93). Since then, several new 
functions were attributed to peroxisomes. In the different organisms, peroxisomes develop a 
series of specialized functions: in fungi they are responsible for the biosynthesis of penicillin and 
degradation of methanol, in trypanosomes they perform glycolysis, in plants photorespiration and 
glyoxylate cycle, and in mammals they synthetize plasmalogens. Plasmalogens are etherlipids that 
make the neuronal myelin sheaths in the brain that, in case of loss of peroxisomal functions, is 
often associated with neurodegenerative processes. In mammals they are also involved in the 
synthesis of bile acids and docosahexanoic acid (neuromodulator), fatty acid elongation, α- and β-
oxidation of certain fatty acids, metabolism of amino acids, catabolism of purines, polyamines, 
and mediators of inflammation such as prostaglandins and eicosanoids (83).  
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1. Peroxisome lipid metabolism 
Peroxisomes are responsible for fatty acid β-oxidation, fatty acid α-oxidation, and ether 
phospholipids biosynthesis (Figure 7). In plants and fungi cells, peroxisomes are the only organelle 
responsible for fatty acid metabolism, although in animal cells, fatty acid oxidation also occurs 
through the coordination between peroxisomes and mitochondria (94). For a long time, it was 
though that peroxisomal β-oxidation was an auxiliary system for the mitochondrial β-oxidation 
pathway in case of fatty acid overload. This notion was refuted by the discovery of elevated very 
long chain fatty acids (VLCFAs) levels in patients with peroxisomal abnormalities, suggesting that 
peroxisomes have their own role in β-oxidation (95). This led to the discovery of specific 
substrates for both mitochondrial and peroxisomal β-oxidation (96).  
The process of β-oxidation involves four main reactions: 1) dehydrogenation, 2) hydration, 3) 
dehydrogenation, and 4) thiolytic cleavage (80). In each cycle fatty acids are shortened by two 
carbons atoms which are released as acetyl-coenzyme A (acetyl-CoA). However, β-oxidation 
cannot be completed in peroxisomes being acyl-CoA esters shuttled to mitochondria for further 
oxidation (95). Peroxisomal β-oxidation is a heat-generating process contributing for 
thermogenesis. In the 1st phase of oxidation, electrons released from FAD-linked oxidases are 
donated to an oxygen producing H2O2, and in the 2nd phase electrons are taken by NAD+, that has 
to be reoxidized in mitochondria (Figure 7) (97). 




Figure 7 | Peroxisomal fatty acid β-oxidation pathways (Adapted from Camões el al. 2014) (98).  
2. ROS metabolism in peroxisomes 
Reactive oxygen species (ROS) and reactive nitrogen species (RNS) consist in by-products of 
metabolic reactions, like H2O2 produced by peroxisomes. To counterbalance the production of 
negative molecules and protect cells, peroxisomes also have mechanisms to counteract oxidative 
stress and maintain redox homeostasis (99). Catalase, alongside with other enzymes, is an anti-
oxidant enzyme present in the matrix of peroxisomes that allow peroxisomes to participate in cell 
response to stress. Catalase acts by converting H2O2 into water and O2, additionally catalase also 
metabolize ethanol, methanol, phenols and nitrites (99,100). ROS participate in several cell 
signalling pathways but overproduction can induce oxidative modifications of different molecules, 
such as proteins, lipids and nucleic acids, and under oxidative stress conditions can lead to diverse 
pathological conditions (97).  
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1.3.3. Peroxisomes in health and disease 
Given the important roles of peroxisomes in cellular metabolism, their dysfunction can lead to 
severe neurological and developmental disorders (101) 
The peroxisomal disorders represent a group of genetic diseases associated to the impairment of 
one or more peroxisomal functions. They are subdivided into three subgroups: 1) the peroxisome 
biogenesis disorders; 2) the single peroxisomal enzyme deficiencies; 3) the single peroxisomal 
substrate transport deficiencies (84). The discovery of these different types of disorders 
associated to peroxisomes helped in the sorting of essential peroxisomal components in health 
and disease. The important role of peroxisomes in β-oxidation was discover after the 
identification of a patient where VLCFA accumulate in cells due to a peroxisomal dysfunction. This 
pathology was named as Zellweger syndrome, and it is characterized by the absence of 
morphologically identifiable peroxisomes. In patients with this disorder it was also found a 
deficiency of plasmogens, phospholypids important for neural tissue and also present in 
erythrocytes (85).  
Peroxisomes are also important for ROS metabolism, as indicated previously. Any dysfunction in 
ROS metabolism can also induce the onset of several neurodegenerative as Parkinson’s Disease, 
Alzheimer’s disease, as well as cancer and ageing (96).   
As already described in the section 1.2 of introduction, peroxisomes are also associated to the 
coordination of antiviral signalling with mitochondria. Moreover, it was also detected that 
peroxisomal morphology suffers some alteration. Dixiet et al. (2010) described that reovirus 
infection induced peroxisomal aggregation and the formation of peroxisomal tubules. These 
alterations were correlated with the peroxisomal-MAVS signalling activation during infection (67). 
Another example is the use of peroxisomes as replication site. In infections caused by members of 
the tombusvirus family it was detected that p33, a member of the replication complex, associated 
with plant peroxisomes (102). Other viruses like HIV and influenza express proteins that were 
found at peroxisomes (103). 
Thus, peroxisomes are essential organelles for cells having specific and important functions. They 
coordinate with others organelles, like mitochondria, ER and lipid droplets various signalling 
cascades. Lately, peroxisomes have been associated with viral-host interactions, however their 
function during infection is still elusive.  

















HCV is a major human viral pathogen that infects hepatocytes causing liver cirrhosis, chronic 
hepatitis and hepatocellular carcinoma. Since HCV discover in 1989 a lot has been learned about 
its life cycle and host-interaction, however several pathways have to be better elucidated, such as 
cell recognition and entry, factors that regulate replication and translation, or even virion 
assembly. HCV is highly dependent of cellular lipid metabolism - virions incorporate lipids in their 
structure and associate with lipoproteins what may increase HCV infectivity.  
Until recently, peroxisomes were thought to be an auxiliary organelle to mitochondrial pathways 
in cellular metabolism. However, the existence of pathologies that occur due to a malfunction or 
inexistence of peroxisomes in cells rise the importance of peroxisomes in health and disease. 
Additionally, recent studies showed that peroxisomes are also involved in the coordination of the 
cellular antiviral response.  
MAVS is a protein adaptor in the antiviral pathway activated by RLRs. MAVS was first described at 
mitochondria and was recently found to be also localized at peroxisomes. Both organelles 
coordinate MAVS pathway during viral infection acting differently but in a complementing way.  
The main objective of this project is to characterize the importance of peroxisomes in antiviral 
immunity against HCV. For this, I will investigate the effect of NS3/4A, a protease that allows HCV 
evasion, in HCV evasion from the cellular antiviral defence coordinated by peroxisomal MAVS. It 
was already described that this complex target MAVS at mitochondria, however nothing is known 
concerning it targeting of peroxisomal. 
To achieve this objective the following specific aims were proposed: 
1. Development of a MAVS construct that is targeted exclusively to peroxisomes and contains the 
recognition site for HCV NS3/4A cleavage; 
2. Examine the localization at peroxisomes of the construct developed; 
3. Identify the effect of NS3/4A over the peroxisomal MAVS; 
4. Evaluate if MAVS cleavage by NS3/4A impairs the cellular antiviral response.  
 









III. Material and Methods 








III. Material and Methods 
3.1. Material 
3.1.1. Bacterial Strains 










3.1.4. Chemicals and reagents 
 Acetic Acid, Merck Millipore 
 Acrilamide, Fisher Scientific 
 Agar, Formedium 
 Agarose, Roth 
 Ammonium Persulfate (APS), Sigma 
 Bovine serum albumin (BSA), NZYTech 
 Bromophenol Blue, Sigma 
 Chloroform, Merck Millipore 
 Dimetilsulfóxido (DMSO), EMD Chemicals  
 Dithiothreitol (DTT), Sigma 
 Ethanol, Merck Millipore 
 Ethylenediaminetetraacetic acid (EDTA), Sigma 
 Ethidium Bromide, Sigma 
 Foy, Schwarz-Pharma 
 Glucose, Fluka 
 Glycerol, Roth 
 Glycine, Fisher Scientific 
 Hydrochloric acid (HCl), Merck Millipore 
 Isopropanol, Merck Millipore 
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 Kanamycin (Kan), Sigma 
 Lysogeny broth (LB), Fisher Scientific 
 Methanol, Merck Millipore 
 Midori Green Advance, Nippon Genetics  
 Milk, Néstle 
 Mowiol, Applichem 
 N-propyl-gallacte, Fluka 
 Paraformaldehyde (PFA), Sigma 
 Potassium chloride (KCl), Sigma 
 Penicillin/ Streptomycin, Labclinics 
 Phenylmethylsulfonyl fluoride (PMSF), Sigma 
 RNAse free water, Fisher Scientific 
 Sodium chloride (NaCl), Sigma 
 Sodium dodecyl sulfate (SDS), Sigma  
 Sodium Deoxylacholat, Sigma 
 Sodium phosphate (NaHPO4), Sigma 
 iTaq™ Universal SYBR® Green Supermix, BioRad 
 Tetramethylethylenediamine (TEMED), Fluka 
 Trifast, PeqLab 
 Tris, Fischer Scientific 
 Trasylol, Bayer 
 Triton, Sigma 
 Tween-20, Sigma 
 β-Mercaptoethanol, Sigma 
3.1.5. Solutions and buffers 
 BSA 1%: 2% BSA diluted in 1x PBS 
 Blotting Buffer: 0.05 M Tris, 0.4 M Glicina, 0.05% SDS, 20% Methanol 
 LB/Agar: 2 g agar, 20 g LB, 1000 mL ddH2O 
 Lysis Buffer: 25 mM Tris-HCl pH 8, 50 mM NaCl, 0.5% Sodium Deoxylacholat, 1.5 mM 
Triton X-100 
 Add protease inhibitors before use: 0.01 mM Foy, 0,25 (v/v) Trosylol, 0,1 mM PMSF 
 Loading buffer: 1 M Tris pH 6.80, 10% Glycerol, 1 M DTT, 20% SDS,  β-Mercaptoethanol, 
0.1% Bromophenol Blue 
 Mounting Medium 
 N-propyl-Gallat: 2.5% (w/v) n-propyl-gallat; 50% glycerol, in PBS 
 Mowiol: 12 g Mowiol 4-88, 20 mL Glycerol, 40 mL PBS 
 Mounting medium: 3:1 mixture Mowiol with n-propyl-gallate 
 PFA 4 %: 20 g PFA in 450 mL ddH2O, 4 drops 1 M NaOH, 50 mL 10x PBS 
 1x PBS: 1.39 M NaCl, 80 mM NaHPO4, 0.0268 M KCl, 0.0147 M KH2PO4 pH 7.36, prepared 
from 10x PBS  diluted in ddH2O 
 Running Buffer 1x: 250 mM Tris, 1.9 M Glycin, 1% SDS  
 Solution I: 50 mM glucose, 25 mM Tris-HCl pH 8, 10 mM EDTA 
 Solution II: 0,2 M NaOH, 1% SDS 
 Solution III: 60 mL 5 M KAc, 11.5 mL glacial acetic acid, 28.5 mL ddH2O 
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 Stripping Solution: 62.5 mM Tris-HCl pH 6, 2% SDS, 100 mM β-Mercaptoethanol 
 1x TAE: 0.04 M Tris, 0.02 M Acetic Acid, 1 mM EDTA pH 8, prepared from TAE 50x diluted 
in ddH2O 
 1x TBS-T: 100 mM Tris pH 8, 1,5 M NaCl, 0,05% Tween20, prepared from 10x TBS-T 
diluted in ddH2O 
 0,2%Triton X-100: 0.2% Tx-100 in 1x PBS 
3.1.6. Kits 
 Clarity Western ECL Substrate, BioRad 
 NucleoBond Xtra Midi, Macherey-Nagel 
 NucleoSpin Plasmid, Macherey-Nagel 
 NucleoSpin Gel and PCR clean-up, Macherey-Nagel 
 6x Orange DNA Loading Dye, Fermentas  
 KOD Hot Start DNA Polymerase, Novagen 
 Neon Transfection System Kit, Invitrogen 
3.1.7. Enzymes and Markers 
Enzymes 
Table 2 | Detailed information about enzymes. 








T4 DNA Ligase - 10x T4 DNA Ligase Reaction Buffer 
M-MuLV Reverse 
Transcriptase 
- 10x M-MuL V Reverse transcription Buffer 
 Markers 
 O’GeneRuler DNA Ladder Mix, Fermentas 
 NZYColour Protein Marker II, NZYtech 
3.1.8. Membranes 
 Protran BA85 Nitrocellulose Blotting Membrane, GE Healthcare 
3.1.9. Equipment 
 My Cycler Thermal Cycler, BioRad 
 PowerPac HC High-Current Power Supply, BioRad 
 Mini-PROTEAN Tetra Cell and blotting module, BioRad  
 Electrophoresis Power Suply EPS 3501 XL Power Supply, GE Healthcare 
 Centrifuge Heraeus Pico and Fresco 17, Thermo Scientific 
 Molecular Imager GelDoc, BioRad 
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 Electromagnetic agitator VMS-C7, VWR 
 UV-3100 PC Spectrophotometer, VWR 
 Incubation shaker CERTOMAT BS-1, Sartorius 
 Olympus IX81 microscope, Olympus Optical 
 Leica TCS SP5 confocal microscope, Leica Microsystems 
 GS-710 calibrated Imaging Densitometer, BioRad 
 Vaccum gas pump, VWR 
 Shaker, Mini-Rocker PMR-30, Grant Bio  
 Water Bath VW36, VWR 
 Pipettes Eppendorf Research, Eppendorf 
 Basic pH meter PB-11, Sartorius 
 Vertical Laminar Flow Hood HERASafe, Heraeus 
 CO2 incubator MCO-17AIC, Sanyo 
 Inverted microscope Leica DM IL LED, Leica 
 Analytical balance VWR, Sartorius 
 Thermomixer Comfort 1.5, Eppendorf 
 Neon Transfection System, Invitrogen 
 7500 Real-Time PCR System, Applied Biosystems 
3.1.10. Databases and Software 
 Image Lab, BioRad 
 Quantity One 1-D Analysis Software, BioRad 
 LAS AF LITE, Leica 
 Basic Local Alignment Search (BLAST) Tool, National Center for Biotechnology Information 
(NCBI) 
 FinchTV 1.4.0 program, Geospiza 
 Excel, Microsoft 
 Serial Cloner 
3.1.11. Cells strain 
 MEF KO MAVS (kindly provided by Dr. Kagan (Harvard Medical School, USA)) 
3.1.12. Culture cell solutions and plates 
 Dulbecco’s Modified Eagle Medium (DMEM) High Glucose w/ L-Glutamine w/o Sodium 
Pyruvate, BioWest 
 Dulbecco's Phosphate Buffered Saline w/o Calcium w/o Magnesium, BioWest 
 Trypsin-EDTA 1X in PBS w/o Calcium w/o Magnesium w/o Phenol Red, BioWest 
 Fetal Bovine Serum (FBS), qualified, E.U.-approved, South America origin, Gibco 
 Opti-MEM Reduced-Serum Medium (1x) liquid, Gibco 
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3.1.13. Transfection Reagents 
 Lipofectamine 3000 Transfection Reagent, Invitrogen 
3.1.14. Primers 
Table 3 | List of primers used. 
Primer Sequence (5’-3’) Manufacture 
Primer FW 1 CC CAA GCT TGG ATG CCG TTT GCT GAA GAC 
Eurofins 
Primer RV 2 C ATG CAC AAT GGG CCT GTG GCA TGC 
Primer FW 3 GC CAC AGG CCC ATT GTG CAT GCA TTT GCC 
Primer RV 4 G GGGTAC CTC GAG TTA AGA TTT TGC TGA GG 
Primer FW Ns3 C CC CAA GCT TGG ATG GCG CCC ATC ACC 
Primer RV Ns3 G GGG TAC CTC GAG TTA GCA CTC TTC CAT CTC 
Oligo-dT primer - 
Viperin mouse Fw TGTGAGCATAGTGAGCAATGG 
Viperin mouse RV TGTCGCAGGAGATAGCAAGA 
IRF 1 mouse FW GGTCAGGACTTGGATATGGAA 
IRF 1 mouse RV AGTGGTGCTATCTGGTATAATGT 
GAPDH mouse FW AGTATGTCGTGGAGTCTA 
GAPDH mouse RV CAATCTTGAGTGAGTTGTC 
 
3.1.15. Antibodies 
Table 4 | Information of primary and secondary antibodies. 





Pex14 Rabbit  1:1400 - 
Provided by Dr. Crane  
(Eskitis Institut, Australia) 
PMP70 mouse monoclonal 1:200 - Sigma SAB4200181 
TOM20 
mouse monoclonal 1:100 - BD Biosciences  612278 
rabbit polyclonal 1:100 - Sigma  HPA011562 
Myc 
rabbit monoclonal 1:200 1:1000 Cell Signaling 2278 
mouse monoclonal 1:200 - Santa Cruz Biotecnhology, Inc sc-40 
MAVS mouse monoclonal - 1:2000 Santa Cruz Biotechnology, Inc.  sc-166583 
GFP rabbit monoclonal 1:200 1:4000 Invitrogen - Molecular Probles polyclonal 
Tubulin mouse monoclonal - 1:4000 Sigma T9026 
IRF-1 rabbit polyclonal - 1.1000 Santa Cruz Biotecnhology, Inc.  sc-640 
RIG-I mouse - - 1:500 
Provided by Dr. Weber  
(Institute of Virology, Germany) 
Viperin mouse - - 1:500 
Provided by Dr. Cresswell  
(Yale University, USA) 
Flag rabbit monoclonal 1:750 1:1000 Sigma F7425 







1:400 - Invitrogen - Molecular Probles A21206 
mouse 1:400 - Invitrogen - Molecular Probles A21202 
Tritc 
rabbit 1:100 - Jackson Imunoresearch 111-026-003 
mouse 1:100 - Jackson Imunoresearch 715-025-150 
Alexa 647 rabbit 1:150 - Provided by Dra. Carvalho (CNC, Portugal) 
HRP rabbit - 1:5000 BioRad 170-6515 
HRP mouse - 1:5000 BioRad 170-6516 
HoechstDye 
(1mg/mL) 
- 1:2000 - Jackson Imunoresearch 
711-475-152 
3.2.  Methods 
3.2.1. Cloning 
 Amplification of MAVS511Pex and NS3/4A 
MAVS-511-Pex 
For the development of this work, we had to develop a specific construct named MAVS511Pex. 
This construct consists in the sequence of MAVS that encodes the first 511 aa and a 
transmembrane domain from Pex13 that redirects the protein for peroxisomes. The development 
of this clone was possible due to a successive set of amplifications in which templates were the 
MAVS-WT and MAVS-Pex described in Dixit et al. (2010) and kindly provided by Dr. Kagan 
(Harvard Medical School, USA). Thus, we first amplified the sequence that encodes the first 511 aa 
from MAVS-WT using the forward primer 5’ CC CAA GCT TGG ATG CCG TTT GCT GAA GAC 3’ 
(primer 1) and the reverse primer 5’ C ATG CAC AAT GGG CCT GTG GCA TGC CAC 3’ (primer 2). In 
parallel, we amplified the sequence of Pex13 transmembrane domain present in MAVS-Pex using 
the forward primer 5’ GC CAC AGG CCC ATT GTG CAT GCA TTT GCC 3’ (primer 3) and the primer 
reverse 5’ G GGGTAC CTC GAG TTA AGA TTT TGC TGA GG 3’ (primer 4). After purifying the 
reaction products of each PCR, both were used as a template for the last reaction, together with 
primer 1 and primer 4, resulting in MAVS511Pex sequence. These two last primers were designed 
with restriction sites that allowed the construct insertion into the pCMV-3C vector. The PCR 
conditions for each reaction are presented in Table 5.  
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Table 5 | PCR conditions of MAVS-511-Pex insert cloning 
NS3/4A 
NS3/4A was kindly provided by Dr. Eliane Meurs (Institut Pasteur, France), however for this work 
it had to be inserted in a pEGFP-C1 vector. For this, primers were design to contain the 
appropriate restriction sites, primer forward 5’ C CC CAA GCT TGG ATG GCG CCC ATC ACC 3’ and 
primer reverse 5’ G GGG TAC CTC GAG TTA GCA CTC TTC CAT CTC 3’. The NS3/4A was amplified 
using the program detailed in table 6.  
Table 6 | PCR conditions of NS3/4A cloning. 
Steps PCR –NS3/4A 




Annealing 48°C 0:30 




Annealing 65°C 0:30 
Extension 70°C 2:00 
Elongation 1x 70°C 0:30 
Final Hold 4⁰C ∞ 
All the reactions were carried in a thermal cycler (BioRad) using the KOD Hot Start DNA 
Polymerase (Novagen). 
DNA electrophoresis and isolation 
In the end of each PCR reaction the products of interest were isolated by DNA electrophoresis 
which ran in a 0.7% agarose gel in 1x TAE, stained with 0.5 μg/mL of ethidium bromide, at 70 V for 
Steps PCR 1 PCR 2 PCR 3 








Annealing 50°C 0:40 43°C 0:30 52°C 0:30 








Annealing 65°C 0:30 65°C 0:30 65°C 0:30 
Extension 70°C 1:40 70°C 0:30 70°C 3:00 
Elongation 1x 70°C 10:00 1x 70°C 10:00 1x 70°C 10:00 
Final Hold 4⁰C ∞ 4⁰C ∞ 4⁰C ∞ 
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1 hour and 30 min in 1x TAE running buffer. To follow sample’s running, they were mixed with a 
loading dye (Fermentas) and a DNA maker (Fermentas) was loaded to allow sizing and 
quantification. Photos were taken using the GelDoc (BioRad) and treated with the Image Lab 
(BioRad) program. The bands of interest were excised under the UV light with a scalpel. They were 
isolated and purified with NucleoSpin Gel and PCR clean-up (Macherey-Nagel) as the protocol 
indicates.  
Restriction digestion and ligation 
Inserts (MAVS511Pex and NS3/4A) and vectors (pEGFP-C1) were digested with the restriction 
enzymes Hind III, Kpn I (New England Biolabs) in the Nebuffer 2 (New England Biolabs) at 37°C for 
3 hours.  
The fragments were then separated by DNA electrophoresis as described above with a 1% 
agarose gel in 1x TAE, at 75 V for 1 hour and purified with the same kit. In the end, samples were 
quantified with the program Image lab (BioRad). 
The vector-insert ligation was performed in a molecular ratio of 1:3 (Figure 8) and both were 
incubated with a T4 DNA ligase in NEBuffer U (New England Biolabs) at 16°C overnight.  
 
Figure 8 | Formula used to calculate insert quantity for ligation protocol  
Bacterial transformation 
For bacterial transformation, 50 μL of competent E.coli XL Blue were mixed with 5 μL of ligation 
DNA and incubated for 30 minutes on ice. After the heat shock at 42°C for 90 seconds and 3 
minutes on ice, bacteria recuperated in 950 μL of LB for 45 minutes at 37°C and at 200rcf. Then, 
bacterial suspension centrifuged for 1 minute at 1700rcf and some supernatant was discarded. 
The pellet was resuspended in the remaining supernatant and glass beads helped to spread 
bacterias in LB/agar/kanamycin plates. An incubation at 37°C overnight followed. The protocol 
was done under a sterile environment and the appropriate controls were used.  
 
 




Several test colonies were inoculated in 3 mL of LB medium (with kanamycin) for 16 hours at 37°C 
with shaking (200rcf). Plasmid isolation was accomplished through a miniprep protocol based in 
alkaline lysis. 1.5mL of each bacterial suspension was centrifuged at 12000 rcf during 2 minutes. 
The pellet was lysed in 100 μL of cold solution I and vortexed vigorously before desnaturation in 
200 μL of solution II. Then, it was inverted 5 times and incubated for 5 minutes with 150 μL of cold 
solution III before being centrifuged at 17000 rcf for 10 minutes at 4°C. To precipitate and purify 
the DNA, the supernatant was discarded and 1 mL of ethanol was added. Samples were 
centrifuged at 17000 rcf during 5 minutes at 4°C and the supernatant was once again discarded. 
After drying the pellet at room temperature, it was rehydrated in 50 μL of water with RNase. 
To define which colonies were positive, two restriction analysis with the same conditions as 
described above were performed. A positive colony was selected and purified using the 
NucleoSpin Plasmid kit (Macherey-Nagel). The manufacture’s protocol was followed. 
To insert MAVS511Pex in the pCMV-3C vector it was necessary to do an enzymatic restriction in 
the GFP-MAVS511Pex and in the pCMV-3C vector with HindIII and XhoI restriction enzymes in 
NeBuffer2 for 3 hours at 37°C. Afterwards, the previously described procedure was followed from 
ligation up to the purification. 
Sequencing 
To confirm the sequence of each construct, they were sent for sequencing at Eurofins MWG 
Operon (Germany). For that, suspension cultures in 4 mL of LB medium (with kanamycin) were 
prepared from each positive colonies of pEGFP-C1-MAVS511Pex, pCMV-3C-MAVS511Pex, pEGFP-
C1NS3/4A. After incubating for 16h at 37°C with shaking (200rcf), the DNA was isolated using the 
protocol provided by NucleoSpin Plasmid, Macherey-Nagel. After quantification, the samples 
were sent to be sequenced. The sequences were analysed with the FinchTV 1.4.0 program 
(Geospiza) and compared with the original sequences using the Basic Local Alignment Search 
(BLAST) Tool from National Center for Biotechnology Information (NCBI). 
After sequence confirmation, high quality plasmids were grown in high quantity for transfection. 
3mL of each culture were add to 200 mL of LB medium (with kanamycin) and incubated for 16 
hours at 37°C with shaking (200rcf). Then, the plasmids were purified following the NucleoBond® 
Xtra Midi (Macherey-Nagel) protocol. 
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3.2.2. Cell culture 
 Cell Maintenance 
The cells chosen for this project were the Mouse Embryonic Fibroblasts (MEF) cells with a knock-
out of MAVS protein (MEF KO MAVS). These cells were kindly provided by Dr. Kagan (Harvard 
Medical School, Boston) and were used for all the experiments presented. 
MEF KO MAVS were routinely cultured in DMEM high glucose (4,5 g/L) supplemented with 10% 
FBS, 100U/mL penicillin and streptomycin at 37°C in a humidified atmosphere containing 5% CO2. 
After reaching the desired confluence, cells were passed and split twice a week. Confluent cells 
were washed with PBS and after incubating 1 minute with 2 mL trypsin-EDTA at 37°C and 5% CO2 
they were harvested with 6 mL of cell culture medium and centrifuged at 1000 rcf for 3 minutes at 
room temperature. Upon resuspention of the cell pellet in 10 mL of cell culture medium, cells 
were seeded in a 1:10 dilution (≈105 cells/mL). Cells were routinely grown on 10øcm culture 
dishes. For the immunofluorescence studies, cells were seeded on 6øcm dishes with 5 round 
18ømm glass coverslips and for the immunoblotting and RT-qPCR experiments 6 well plates were 
used.  
 Cell storage, freezing and thawing 
Cells stocks were kept in liquid nitrogen for cryopreservation. Stocks were prepared from 
confluent cells as described above and resuspended in freezing medium (DMEM supplemented 
with 20% FBS and 10% DMSO). Cells were preserved in cryovials aliquots of 1 mL and frozen 
overnight in -80° before being placed in the liquid nitrogen tank. 
When needed, cells were thawed through resuspention with pre-warmed culture medium and 
seeded in a 10øcm culture dishes. After cell adhesion (≈ 5 hours) the medium was changed to 
remove cell debris and DMSO. 
3.2.3. Transfection methods 
 Lipofectamine 3000 
Two reactions were prepared: first, 8 μL Lipofectamine 3000 reagent was diluted in 250 μL Opti-
Mem and in a second one DNA was diluted with 8 μL P3000 in 250 μL Opti-Mem. After 5 minutes 
of incubation at room temperature the second reaction was added to the first and incubated for 
more 5 minutes in the same conditions. Then, the DNA/reagent complex was added drop-wise to 
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6øcm culture dishes and incubated for 4 hours at 37°C after which the cells were washed with PBS 
and incubated for more 24 hours in fresh culture medium. Different quantities of DNA were used, 
6μg of Myc-MAVS-511-Pex, 6 μg of Myc-MAVSWt and/or 8 μg of Gfp-NS3/4A.  
 Golden Needle Microporation 
Cells at a density of 5x106 were resuspended in Resuspension Buffer R. After adding 10 μg of DNA 
to the cell suspension, cells were microporated using the Neon Transfection System with 1 pulse 
in 3 mL of Electrolytic Buffer E with a 10 μL Neon Tips. Microporation pulse conditions were 1350 
V for 30 seconds. Cells were then incubated in 6øcm culture dishes with 10mL of culture medium 
with FBS and without antibiotics for 6 hours at 37°C before changing to complete medium. 
3.2.4. Immunofluorescence 
Cells grown in glass coverslips were washed three times with PBS before being fixated for 20 
minutes with 4% para-formaldehyde, permeabilized with 0,2% Triton X-100 for 10 minutes, and 
blocked with 1% BSA for 10 minutes. Cells were stained with 30 μL of the primary antibody as well 
as with the secondary antibody for 1 hour in a humid environment, protected from the light. 
Finally, coverslips were incubated with 30 μL of Hoechst dye for 2 minutes. All the incubations 
were done at room temperature and, between each step the cells were washed three times with 
PBS. Coverslips were washed in ddH2O, mounted in glass slides with mounting medium and dried 
for at least 24 hours. Glass slides were stored at 4°C. 
For these experiments, the cells were observed with an Olympus IX-81 inverted (Olympus Opical 
Co.) microscope, 100x/1.40 oil objective (Olympus Optical) equipped with the appropriate filter 
combinations and a 100x objective (Plan-Neofluar, 100x/1.35 oil objective). Confocal photos were 
acquired with a Leica TCS SP5 confocal microscope, Plan-Apochromat 63x and 100x/1.40 oil 
objectives (Leica), using the LAS AF LITE (Leica). The lasers used were 488 nm Argon-ion laser, 561 
nm DPSS laser and 642 nm HeNe for samples stained with Alexa Fluor 488 dye, TRITC dye and 
Alexa 647 dyed, respectively. 
3.2.5. Immunoblotting 
 Lysis and harvesting 
Cells were seeded 48 hours in 6øcm dishes and transfected 24 hours before being washed three 
times with PBS. Then, after being harvested with 200 μL of lysis buffer and a scrapper, the 
samples were resuspended 20 times with a 26G syringe. An incubation for 30 minutes at 4°C with 
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head-rotation was performed and the samples centrifuged for 15 minutes at 13 000 rcf in 4°C. The 
collected supernatant was stored at -20°C. 
For measurement of the samples’ protein concentration, the Bradford protein assay was 
performed. The bradford reagent was diluted (1:5) with ddH2O and a series of BSA standards were 
prepared in duplicate with known protein concentrations (1 μg/μL BSA diluted in 1 M NAOH: 0.01-
0.11 μg/μL). To measure the samples 0,3 μL of protein extract was diluted in 1 M NAOH. After 
adding 1 mL of Bradford, the dilutions were incubated for 15 minutes at room temperature. After, 
standards and the samples absorbance were measured at 595 nm with a Spectrophotometer 
(VWR), a standard curve was draw in Excel program (Microsoft) and samples concentration was 
calculated.  
 Protein electrophoresis and blotting 
50 μg of protein extracts diluted in 5x loading buffer incubated for 15 minutes at 65°C. Samples 
were loaded alongside with a pre-stained protein marker (Nzytech) in mini handcast gels 
prepared with 7% polyacrylamide resolving gel and 4% stacking gel. The gel chamber was filled 
with running buffer and electrophoresis was conducted in running buffer for 1 hour and 30 
minutes at 150 V. Bromophenol blue presented in the loading buffer allowed sample running 
visualization. 
After protein’s separation, the gel was assembled with a nitrocellulose membrane and Whatman 
filter paper in a mini trans-blot system. After equilibrating all the components in transfer buffer, 
they were set in a specific order: foam pad, filter paper, gel, membrane, filter paper and foam pad 
inside the cassette. To ensure the transfer, air bubbles that could had form were taken by 
pressing all the components. The chamber was filled with transfer buffer and the blotting was 
conducted at 0.4 A for 2 hours on ice. 
 Immunodetection 
After blotting, the membrane was washed to take out methanol residue before being blocked 
with 5% low fat powder milk in TBS-T for 50 minutes. Membrane staining was accomplish by 
incubation with a primary antibody, for 1 hour to 3 hours depending on the antibody, and a 
secondary antibody, for 1 hour, both at room temperature with shaking. Between incubations, 
three washing steps of 10 minutes each with TBS-T were performed.  
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For enhanced chemiluminescence detection, membrane was incubated with a chemiluminescent 
substrate solution, a mixture 1:1 of luminol and peroxide from the Clarity Western ECL Substrate 
kit (BioRad), for approximately 3 minutes before exposing to a photographic film for 30 seconds 
to 10 minutes. Exposition, fixation and development occurred in a light protected environment. 
Photos were taken with a Densitometer (BioRad) and analysed with the Quantity One (BioRad) 
software. 
3.2.6. Reverse transcriptase - quantitative Polymerase Chain Reaction  
 RNA extraction 
Cells were washed with PBS and lysed by incubating 5 minutes at room temperature with 500 μL 
Trifast/Trizol before collection. 100 μL of chloroform were added and the samples were shaken 
vigorously for 15 seconds and incubated for more 5 minutes at room temperature. Following a 
centrifugation for 15 minutes at 12000 rcf, the upper aqueous phase containing RNA was 
extracted. RNA was incubate with 250 μL of isopropanol for 10 minutes. After centrifugation for 
15 minutes at 12000 rcf, the supernatant was removed. The pellet was washed two times with 
500 μL of 75% ethanol and centrifuged for 5 minutes at maximum speed. After removing the 
ethanol, the pellet dried for 10 minutes before being resuspended with 30  μL of RNAse free 
water.  
The RNA concentration was measured with Nanodrop after being dissolved at 55°C and RNA 
quality was also assessed by electrophoresis. The RNA mixed with loading dye ran in a 1% agarose 
gel stained with Midori Green for 1 hour at 100V.  
 cDNA synthesis 
cDNA synthesis was accomplished by mixing 2μg RNA with a master mix of 280 pmol oligo-dT 
primer, 166 μM dNTPs, 1x M-MuL V Reverse transcriptase buffer, 100 U M-MuL V Reverse 
transcriptase, 20 U RNAse inhibitor and RNAse free water . This mixture incubated for 10 minutes 
at room temperature. Then, cDNA was synthesised for 90 minutes at 42°C and the enzyme was 
inactivated for 20 minutes at 65°C.  
Real-time Quantitative Polymerase Chain Reaction 
The primer sequences used for quantification of IRF1 were 5’ GGTCAGGACTTGGATATGGAA 3’ and 
5’ AGTGGTGCTATCTGGTATAATGT 3’, for viperin were 5’ TGTGAGCATAGTGAGCAATGG 3’ and 5’ 
TGTCGCAGGAGATAGCAAGA 3’ and for GAPDH were 5’ AGTATGTCGTGGAGTCTA 3’ and 5’ 
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CAATCTTGAGTGAGTTGTC 3’. All sequences were designed using the Beacon Desigen 7 (Premier 
Biosoft) and GAPDH was used as a reference gene. The real-time polymerase chain reaction mix 
was prepared with 2 μL of 1:10 diluted synthesized cDNA, 10 μL of 2× iTaq SYBR Green Master 
Mix (BioRad) and each primer was added to a final concentration of 250 nM for a total volume of 
20 μL. Using the 7500 Real-Time PCR System (Applied Biosystems), the reaction initiated by 
heating at 95°C for 3 min, followed by 40 cycles of a 12 seconds denaturation step at 95°C and a 
30 seconds annealing/elongation step at 60°C. The fluorescence was measured after the 
extension step, using the Applied Biosystems software. After the thermocycling reaction, the 
melting step was performed with slow heating, starting at 60°C and with a rate of 1%, up to 95°C, 
with continuous measurement of fluorescence. Data analysis was performed using the 2−ΔΔCT 
method. 
3.2.7. Statistics 
For the quantitive analysis of IRF1 and viperin mRNA expression three independent experiments 
were done. Statistical analysis was performed in Graph Pad Prism 5. Data represent the means ± 
standard error mean (SEM). To determine the statistical significance between the experimental 
groups the one-way ANOVA followed by Bonferroni’s multiple comparison tests were applied. P 


















4.1. Myc-MAVS511Pex and GFP-NS3/4A plasmids contruction   
MAVS was first discovered to localize at mitochondria and more recently Dixit et al. (2010) have 
shown that it is also present at peroxisomes (67). In both organelles, MAVS acts as a signalling 
transducer in the immune response against infection triggered by the activation of RIG-I and/or 
MDA5 upon  recognition of viral genomes (63–65,67,71). Furthermore, it was also found that the 
presence of MAVS in both organelles has different but complementing functions: peroxisomal 
MAVS induces a rapid but short-termed interferon-indendent response, which contrasts with the 
delayed kinetics and interferon-dependent response by the mitochondrial MAVS pathway (67).  
We have received specific constructs from Kagan’s laboratory (Harvard Medical School, USA) in 
which the MAVS localization motif was replaced with a set of domains that redirect the protein to 
peroxisomes or mitochondria (67). During the process of construction of these plasmids, the Cys-
508 that is recognized by HCV NS3/4A  was deleted (47). To study the possible effect of NS3/4A in 
peroxisomal MAVS, the plasmid encoding for the peroxisomal MAVS had, hence, to be modified 
and was altered so that the Cys-508 was re-introduced. Thus, we had to do a series of PCRs using 
MAVS-WT (also kindly provided by Dr. Kagan) and MAVS-Pex as templates. We started by 
amplifying the MAVS-WT sequence that encodes the first 511 aa. In parallel, a second PCR using 
the MAVS-PEX was performed in order to amplify the sequence that encodes the transmembrane 
domain of Pex13. Lastly, both PCR products were combined as template of the final PCR reaction 
resulting in MAVS511Pex construct (Figure 9, for further details on the reactions please see 
section 3.2.1). MAVS511Pex corresponds to the MAVS-Pex described by Dixit et al. (2010), with 
the extra original sequence between aa 500 and 511, necessary for NS3/4A cleavage (Figure 10A). 
This construct was developed  with the necessary restriction sites in order to be inserted in the 
pCMV-3C (Figure 10B) and be express fused to a Myc-tag. 
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To verify the localization of the newly made Myc-MAVS511Pex, the plasmid was overexpressed in 
mouse embryonic fibroblasts (MEFs) that were genetically altered to not express the MAVS 
protein in any organelle – MEF KO MAVS (Dixit et al 2010). These cells were then transfected by 
microporation with Myc-MAVS511Pex and were subjected to immunofluorescence analysis with 
antibodies against the peroxisomal marker PMP70 and Myc. Analysis by confocal microscopy 
showed that MAVS511Pex co-localized with peroxisomes (Figure 11). 
 
 
Figure 11 | MAVS511Pex co-localizes with peroxisomes. (a-c) Mefs KO MAVS cells transfected with Myc-MAVS511PEX; 
(a) Myc-MAVS511Pex, (b) PMP70, (c) merge image. Scale bar corresponds to 10μm. 
 
HCV NS3/4A protease is a complex formed by two proteins: NS3 serine protease and the NS4A co-
factor.  Dr. Eliane Meurs (Institut Pasteur, France) kindly provided a NS3/4A construct inserted in 
the vector pcDNA3.1-/Hygro(-)T7-Tag-. However for this work we decided to insert it in a pEGFP-
C1 vector in order to express the NS3/4A in conjugation with a GFP-tag (Figure 12A). We then 
amplified the NS3/4A sequence flanked with specific restriction sites in order to insert it into the 
pEGFP-C1. To confirm the expression and the cytosolic localization, GFP-NS3/4A was 
overexpressed in MEFs KO MAVS cells by Lipofectamine 3000. Cells were subjected to 
























Figure 12  | GFP-NS3/4A. A) Graphic of pEGFP-C1-NS3/4A. B) GFP-NS3/4A expression. (a) Mefs KO MAVS cells 
transfected with GFP-NS3/4A. Scale bar corresponds to 10μm. 
4.2. Peroxisomal MAVS is cleaved by HCV NS3/4A 
The first reports showing the existence of MAVS at mitochondria also reported that this protein is 
targeted by the HCV NS3/4A complex (47,64,104). However, none of these reports investigated 
the effect of NS3/4A on the peroxisomal MAVS. To clarify whether the NS3/4A complex is able to 
similarly cleave the peroxisomal MAVS, Myc-MAVS511Pex was overexpressed in MEFs KO MAVS 
together with GFP-NS3/4A. Cells were co-transfected by microporation and fixed cells were 
subjected to immunolocalization with antibodies against Myc and Pex14, to mark Myc-
MAVS511Pex and peroxisomes, respectively.  
A 
                 
B  
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Analysing the co-expression of MAVS511Pex and NS3/4A by confocal microscopy it was clear that 
the MAVS localization changed from a peroxisomal to a cytosolic distribution, demonstrating that 
HCV NS3/4A is capable of cleaving the MAVS located at peroxisomes (Figure 13). In this image it is 
still possible to notice some co-localization between MAVS511Pex and peroxisomes (Figure 13: 
a,b,d – arrows indicate co-localization between Myc-MAVS511Pex and Pex14) as well as a co-
localization between NS3/4A and peroxisomes (Figure X: b,c,d – full-head arrows indicate co-
localization between GFP-NS3/4A and Pex14), indicating that at this point, not all the peroxisomal 
MAVS has yet been cleaved. 
 
Figure 13 | Peroxisomal MAVS redistributes to cytosol after cleavage by HCV NS3/4A. (a-d) Mefs KO MAVS cells co-
transfected with Myc-MAVS511Pex and GFP-NS3/4A; (a) Myc-MAVS511Pex, (b), Pex14, (c) GFP-NS3/4A, (d) and merge 
image. Arrows indicate co-localization between Myc-MAVS511Pex and Pex14. Full-head arrows indicate co-localization 
between Pex14 and GFP-NS3/4A. Scale bar corresponds to 10μm. 
In parallel, the MAVS511Pex cleavage by NS3/4A was also analysed by immunoblotting. MEFs KO 
MAVS were co-transfected with Myc-MAVS511Pex and GFP-NS3/4A using Lipofectamine 3000. 
Alongside with MAVS511Pex, wild-type MAVS (Myc-MAVSWT) was also co-transfected with GFP-
NS3/4A as a control for the cleavage. In both conditions, the HCV NS3/4A construct 
overexpression resulted in both wild-type MAVS and peroxisomal MAVS cleavage. The products of 
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the cleavage are faster-migrant fragments that were ≈5 to 12kDa shorter than Myc-MAVSWT and 
Myc-MAVS511Pex, respectively (Figure 14).  
 
Figure 14 | Peroxisomal MAVS is cleaved by NS3/4A. Mefs KO MAVS cells co-transfected with Myc-MAVSWT or Myc-
MAVS511Pex and GFP-NS3/4A. Arrow indicates the cleavage products of Myc-MAVSWT (lane 4) and Myc-MAVS511Pex 
(lane 6). 
4.2. Peroxisomal MAVS cleavage by HCV NS3/4A impairs cellular antiviral 
response 
In HCV infection, MAVS cleavage by NS3/4A complex leads to the inhibition of MAVS pathway and 
consequently to a decrease in type I IFN expression and ISGs production (64). Recent reports 
indicate that peroxisomal MAVS is responsible for the early induction of ISGs expression, such as 
viperin and IRF1. To examine the effect of NS3/4A on peroxisomal-MAVS, viperin and IRF1 
expression were quantified by RT-qPCR. We once again co-transfected MAVS511Pex and NS3/4A 
in MEFs KO MAVS as, since these cells do not express MAVS neither in mitochondria or in 
peroxisomes, the ISG expression will solely depend on the peroxisomal-MAVS pathway. To 
stimulate the antiviral response we transfected a RIG-I-CARD construct that only encodes the 
CARD domains of RIG-I allowing their direct exposition to MAVS without needing a activator 
ligand for RIG-I, hence mimicking a viral infection (61). Thus, MEF KO MAVS cells were co-
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transfected with Myc-MAVS511Pex and GFP-NS3/4A for 24 hours, and stimulated with GFP-RIG-I-
CARD for 6 hours. For both IRF1 and viperin, a clear decrease in mRNA production was observed 
(Figure 15). 
 
Figure 15 | Peroxisomal MAVS cleavage by NS3/4A impairs IRF1 and viperin expression. (a-b) Mefs KO MAVS cells 
were co-transfected with Myc-MAVS511Pex and GFP-NS3/4A and stimulated with GFP-RIG-I-CARD. mRNA expression of 
(a) IRF1 and (b) viperin was analysed by RT-qPCR. Data represents the means ±SEM of three independent experiments. 
Statistical analysis was performed using one-way ANOVA followed by Bonferroni’s multiple comparison tests. Error bars 























During infection, cells detect non-self-molecules such as lipids, lipoproteins, proteins and nucleic 
acids, which present specific characteristics that allow their differentiation from the host cell 
molecules. Viruses release nucleic acids into the cytosol during viral replication, which are mainly 
recognized by cytosolic sensors from the RLR family that, when activated, transduce the signalling 
through the adaptor protein MAVS (57). The first reports on MAVS showed that it was located 
solely at the mitochondrial outer membrane but new data shows that it was also present at 
peroxisomes (63,67).  
One of the studies that identified MAVS as an adaptor protein in RIG-I antiviral pathway also 
showed that HCV NS3/4A is able to cleave it in order to inhibit IRF3 activation (64). They identified 
the Cys-508 as the target residue for MAVS cleavage by NS3/4A. Other study that described the 
action of NS3/4A over MAVS reported the action of NS3/4A on the mitochondrial outer 
membrane (47).  
In this study, we have developed a construct, the MAVS511Pex, that co-localized perfectly and 
solely with peroxisomes and allowed the specific study of the effect of HCV NS3/4A directly over 
the peroxisomal-MAVS pathway. Our results show that HCV NS3/4A is also capable of cleaving the 
MAVS localized at peroxisomes, as the presence of this viral protein resulted in the cleavage of 
MAVS at Cys-508 and dislocation of MAVS from peroxisomes to the cytosol, similarly to what had 
previously been shown to occur at the mitochondrial MAVS (63,64,68).  Our data also shows some 
degree of co-localization of NS3/4A with peroxisomes, demonstrating its binding to the 
peroxisomal membrane in order to specifically cleave MAVS.   
The reports on mitochondrial-MAVS inhibition by NS3/4A have shown that this causes an 
inhibition of the downstream signal transduction leading to a decrease in type I IFN expression 
and, consequent, inhibition of ISGs expression (47,64,105). However, these reports reflect the 
result of NS3/4A on the total MAVS present in the cell, until then thought to be only at 
mitochondria. In this work, besides showing that NS3/4A is also capable of cleaving MAVS 
exclusively at peroxisomes, we demonstrate that this cleavage clearly inhibits the peroxisomal-
dependent downstream pathway by showing a decrease in IRF1 and viperin expression.  
In our experiments, the MAVS pathway was stimulated by overexpression of a constitutively 
active form of RIG-I (RIG-I-CARD) where its CARD domain is exposed. Naturally, these results 
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should be validated upon HCV infection or in a specific cell model that stability expresses a HCV 
replicon.  
The antiviral defence set by the activation of MAVS is dependent on its localization but both 
responses complement each other: the peroxisomal MAVS induces a rapid but short-termed IFN-
independent response, whereas the mitochondrial MAVS activates a IFN-dependent response 
with delayed kinetics (67). The discovery of peroxisomal-MAVS targeting by HCV NS3/4A protease 
raised a question concerning the specificity of this targeting: could HCV set a specific inhibition at 
peroxisomal MAVS by cleaving it first, thus directly affecting the early antiviral response? As 
future work, one should investigate the sequence of events associated to the targeting of 
peroxisomal and mitochondrial MAVS by NS3/4A. For this, a similar construct to MAVS511Pex 
that targets this protein solely to mitochondria should be designed (MAVS511Mito). By co-
transfecting the MAVS511Pex, MAVS511Mito and NS3/4A, one would be able to analyse which of 
the two proteins would be cleaved first. NS3/4A complex has several functions in HCV life cycle 
mainly due to its protease activity. Several other viruses produce similar complexes that impair 
MAVS pathways and some were already linked to its inhibition, such as Enterovirus (106), 
Poliovirus (106), Hepatitis A virus (107), and others. To better understand the importance of 
peroxisomal MAVS in the innate immune response against viruses it should be investigated 
whether these viruses also specifically target the peroxisomal MAVS impairing the associated 
antiviral signalling pathway. 




VI. Final Remarks 
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VI. Final Remarks 
6.1. Conclusions 
Peroxisomes are important organelles in human health being responsible for many cellular 
metabolic pathways such as lipid metabolism. Their dysfunction or absence is associated with 
genetic disorders that can be fatal. The identification of MAVS at peroxisomes conferred to 
peroxisomes a new role in health and disease, particular in the innate immune response. MAVS is 
also present at mitochondria, accentuating the interconnection between these two organelles, 
long-time partners in several metabolic pathways.  
HCV is a major human viral pathogen that infects hepatocytes and is highly dependent of on lipid 
metabolism. HCV has evolved specific mechanisms to overcome the cellular innate immune 
response. NS3/4A is a viral protease complex that targets adaptor proteins – MAVS and TRIF – 
coordinating the antiviral response induced by RLR and TLR3, respectively. 
The main conclusion of this work is that the HCV NS3/4A protease cleaves peroxisomal MAVS, 
impairing the peroxisome-dependent cellular antiviral response (Figure 16) (47,64).  
 
Figure 16 | Schematic representation of MAVS signalling pathway and interaction of HCV NS3/4A (67,71,72). 
? 
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